. The extent of prelamin A processing depends on the amount of ZMPSTE24 cells express. Lysates were prepared from strain SM6158 (ste24∆ myc-LMNA CT ) containing empty vectors only (pRS313 and pRS316; Lane 1), HA-ZMPSTE24 and empty vector (pSM2677 and pRS313; Lane 2), Flag-ZMPSTE24 and empty vector (pSM3283 and pRS316; Lane 3) or HA-ZMPSTE24 and Flag-ZMPSTE24 (pSM2677 and pSM3283; Lane 4) and were analyzed by western blotting as described. Prelamin A cleavage is expressed as the mean ± s.d. from three independent trials. p<0.05 for vectors and one copy compared to two copies of ZMPSTE24. With a single copy of ZMPSTE24 expressed from the PGK1 promoter, the prelamin A model substrate undergoes 65-80% processing (lanes 2 and 3), which increased to 90% with two copies (lane 4). It is possible that 100% processing cannot be achieved because a small percentage of prelamin A is not farnesylated.
Disease Models & Mechanisms 11: doi:10.1242/dmm.033670 Figure S3 . WT and ZMPSTE24-GFP variants localize to the perinuclear and cortical ER membranes. Strain SM4826 (ste24∆) was transformed with mCherry-Scs2 TM (pSM3204) and the indicated ZMPSTE24-GFP variants were visualized by fluorescence microscopy. mCherry-Scs2 TM is an ER marker. Shown are the ZMPSTE24 mutants having the most severe prelamin defects. All HA-ZMPSTE24 mutants show no obvious localization changes by indirect immunofluorescence (data not shown). Scale bar, 2μM. 
α-Sec61 Figure S4 . ZMPSTE24 protein levels are increased in the doa10∆ mutant. Strains SM6158 (ste24∆ myc-LMNA CT ) or SM6184 (ste24∆doa10∆ myc-LMNA CT ) expressing the indicated ZMPSTE24 variants were analyzed by SDS-PAGE and western blotting as described in Figure 5 . ZMPSTE24 steady-state levels were normalized to the loading control Sec61, and the mean ± s.d. for three independent experiments is shown. p<0.05 for all ZMPSTE24 variants between WT and doa10∆ cells. So long as at least one ZMPSTE24 allele is WT (lanes 2, 4 and 6) processing of prelamin A is close to 70%, even if a mutant allele is present.
